Abstract: The 1,3,4-thiadiazole derivatives (9a-i) were synthesized under solvent free conditions and their chemical composition was confirmed using different spectral tools (IR, Mass, and NMR spectrometry). All the synthesized compounds were screened for their anti-cancer potentiality over human breast carcinoma (MCF-7) and human lung carcinoma (A-549). Most of the tested compounds showed remarkable anti-breast cancer activity. However, compound 4 showed the most anti-lung cancer activity. Then, compounds with cytotoxic activity ≥ 80% over breast and lung cells were subjected to investigate their specificity on human normal skin cell line (BJ-1). Compounds 9b and 9g were chosen owing to their high breast anti-cancer efficacy and their safety, in order to study the possible anti-cancer mode of action. Otherwise, drug delivery provides a means to overcome the low solubility, un-targeted release, and limited bioavailability of the prepared 1,3,4-thiadiazole drug-like substances. Compounds 9b and 9g were chosen to be encapsulated in Na-alginate microspheres. The release profile and mechanism of both compounds were investigated, and the results revealed that the release profiles of both microspheres showed a sustained release, and the release mechanism was controlled by Fickian diffusion. Accordingly, these compounds are promising for their use in chemotherapy for cancer treatment, and their hydrophilicity was improved by polymer encapsulation to become more effective in their pharmaceutical application.
Introduction
Cancer is one of the major causes of death today [1] . Usually, there are three main ways for treatment of cancer-Either individually or combined; surgery, chemotherapy, and radiation. Chemotherapy is a common method for cancer treatment [2] .
Investigation of novel structures, designing and synthesis of some new, potent, and less toxic anti-cancer agents remains a major challenge for medical chemists.
The 1,3,4-Thiadiazoles-and 1,2,3-Triazole-based heterocycles have been well exploited for the production of many new medicinal scaffolds. While, the 1,3,4-Thiadiazole ring system is one of the Na-alginate polymer microspheres formulation. The drug release profile from the microspheres and the release mechanism were assessed.
Results and Discussion

Chemistry
Condensation of 3-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)-1-phenyl-1H-pyrazole-4-carbaldehyde (2) with methyl hydrazinecarbodithioate (3) by grinding method at room temperature afforded the desired compound methyl 2-((3-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)-1-phenyl-1H-pyrazol-4-yl)methylene)hydrazine-1-carbodithioate (4) . Structure of 4 was inferred from its spectral and micro-analytical data, its IR spectrum revealed the presence of the characteristic band for NH group and found it devoid of any bands for carbonyl group of CHO. In addition, its 1 H NMR spectrum recorded a singlet signal at δ = 13.34 ppm for NH. Also, the structure was supported by mass spectra, which agree with the molecular formula (see Experimental part). The chemical composition of 4 was also confirmed via chemical transformation. Where, it was reacted with a series of selected derivatives of hydrazonoyl halides by grinding in the presence of 2-3 drops of DIPEA (N,N-Diisopropylethylamine) to give products assigned as 1-5-(3-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)-1-phenyl-1H-pyrazol-4yl)methylene)hydrazono)-4 (substituted)-4,5-dihydro-1,3,4-thiadiazol-2-yl) derivatives (9a-i) (Scheme 1) based on their spectral and micro-analytical data. The IR spectra of 9a-i revealed absorption bands at 1680-1730 cm −1 owing to the carbonyl stretching bands while the absorption bands of the NH groups were disappeared. 1 H NMR spectrum of 9a for example showed signals at δ = 1.32 (t, 3H, J = 7.5 Hz, CH 2 CH 3 ), 4.35 (q, 2H, J = 7.5 Hz, CH 2 CH 3 ). Furthermore, 13 C NMR spectrum of 9a showed signals at δ = 14.43 (CH 3 
Anti-Cancer Activity
A total of 12 compounds were screened for their cytotoxic potentiality over human breast carcinoma (MCF-7 cell line) and human lung carcinoma (A-549 cell line) as shown in Figure 1 . Compounds 4, 9h, 9d, 9g, 2, 9c, 9i, 9e, and 9b, showed remarkable anti-cancer activity on breast cells with 96.4, 92.6, 92.3, 89.2, 88.4, 87.3, 83.5, 83.4, and 81.9% of cytotoxic activity, respectively. While compound 4 showed the most anti-cancer activity on lung cells with 90.8%. Afterwards, these compounds, which possessed ≥80% anti-cancer activity over breast and lung cells, were subjected to Focusing on the preceding results, the mechanism outlined in Scheme 1 seems to be the most acceptable pathway for the formation of 9a-i. The reaction involved the initial formation of thiohydrazonate 7, which submitted to intermolecular cyclization as soon as it was formed to yield the intermediate 8 or through 1,3-dipolar cycloaddition of nitrilimine 6 (which was prepared in situ 
A total of 12 compounds were screened for their cytotoxic potentiality over human breast carcinoma (MCF-7 cell line) and human lung carcinoma (A-549 cell line) as shown in Figure 1. Compounds 4, 9h,  9d, 9g, 2, 9c, 9i, 9e , and 9b, showed remarkable anti-cancer activity on breast cells with 96.4, 92.6, 92.3, 89.2, 88.4, 87.3, 83.5, 83.4, and 81.9% of cytotoxic activity, respectively. While compound 4 showed the most anti-cancer activity on lung cells with 90.8%. Afterwards, these compounds, which possessed ≥80% anti-cancer activity over breast and lung cells, were subjected to testing of their safety on human normal cell line (BJ-1) (Figure 2 ). Compound 9b, 9i and 9g possessed high specificity with minimum toxicity on normal skin cells with 38.2, 40.3, and 40.7 of toxicity, respectively. Compounds 9b and 9g were chosen due to their high breast anticancer activity and their safety in elucidating the possible anticancer mode of action.
Bcl2 family protein included the anti-apoptotic protein Bcl-2 and proapoptotic protein Bax, which have been reported to regulate the induction of intrinsic apoptosis through mitochondria. Breast cancer cells were treated with compound 9b and 9g at different concentrations to determine the LC 50 value of compound 9b and 9g. Afterwards, BCL2, BAX and BAX/BCL2 ratios were estimated by treated breast cells with 19.8 and 26.2 µg/mL" the LC 50 value" of compound 9b and 9g respectively. Compound 9b and 9g possessed upregulate of BAX protein level and downregulate of BCL2 protein level with statistically significant (p < 0.05). As well, compound 9b and 9g disturb the ratio BAX/BCL2, which signal the apoptotic cascade inside the cells ( Figure 3 ) and ( The effect of compounds 9b and 9g on DNA fragmentation were studied as well, MCF-7 was treated with 19.8 and 26.2 µg/mL of compound 9b, and 9g respectively and % of DNA fragmentation were determined ( Figure 4 ). Compound 9b and 9g upregulate the protein level of caspase 7 in comparison with untreated cells with significant difference (p < 0.05). While, 9b and 9g induce apoptotic cascades inside cells through the activation of effector caspase 7 protein ( Figure 5 ). 
Microspheres Encapsulation
Compounds 9b and 9g were chosen as examples to be encapsulated in Na-alginate microspheres, the samples were encoded after encapsulation as M9b, and M9g, respectively and the blank microspheres encoded as B.
Morphology and Size of Microspheres
The morphology and diameter of prepared microspheres were determined from SEM micrographs ( Figure 6 ). As shown in the Figure 6 , the microspheres were spherical with rough surfaces. Moreover, the mean diameter values of microspheres, measured from SEM micrographs, were 38 µm, 24 µm, and 47 µm for B, M9b, and M9g samples, respectively. As a consequence, M9b microspheres showed the smallest diameters, while M9g microspheres demonstrated the biggest ones. This can be attributed to the chemical composition of the encapsulated heterocyclic compounds. The chemical structure of 9b contained the Cl atom, which is highly electronegative. As 
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The morphology and diameter of prepared microspheres were determined from SEM micrographs ( Figure 6 ). As shown in the Figure 6 , the microspheres were spherical with rough surfaces. Moreover, the mean diameter values of microspheres, measured from SEM micrographs, were 38 µm, 24 µm, and 47 µm for B, M9b, and M9g samples, respectively. As a consequence, M9b microspheres showed the smallest diameters, while M9g microspheres demonstrated the biggest ones. This can be attributed to the chemical composition of the encapsulated heterocyclic compounds. The chemical structure of 9b contained the Cl atom, which is highly electronegative. As a result, there was a likely repulsion force generated among carboxylic and hydroxyl groups in the polymer chains and the Cl − ions in 9g compound. Figure 7 represents the TGA curves of B, M9b, and M9g samples. All the curves of different microspheres showed three weight loss stages. The first on (stage I) was observed before 200 • C, which can be attributed to the elimination of water molecules, adsorbed on the polymeric microspheres. The second one (stage II) was observed between 200 • C and 350 • C. This weight loss was assigned to thermal decomposition of the polymer. The third weight loss (stage III) was observed from 350 • C to 680 • C, due to the complete decomposition of alginate polymer. Remarkably, the percentages of weight losses of M9b and M9g microspheres were higher than that of blank microspheres (sample B), which was evident during stage III. This was explained by the removal and decomposition of encapsulated 9b and 9g chemical compounds. 
Thermal Gravimetric Analysis (TGA)
Antitumor Activity of M9b and M9g over Breast Cancer Cell Line (MCF-7)
M9b and M9g were screened for their cytotoxic potentiality on the breast cancer cell line (MCF-7) on the same concentration used in their corresponding compounds 9b and 9g. Both M9b and M9g showed moderate activity 48.4, and 45.7%, respectively, after 48 h treatment. Meanwhile, M9b and M9g showed no toxicity on normal cell line BJ-1, which refer to the safety and selectivity of M9b and M9g.
Drug Release Profile and Kinetics
The amounts of encapsulated chemical compounds were approximately equal, the values were; 7.8 µg/mg and 7.0 µg/mg of M9b, and M9g microspheres, respectively. However, a slightly lower encapsulated amount of 9g in alginate microsphere was likely to be attributed to the presence of Cl atom in the chemical structure of compound 9g, which increased the electronegativity and hence the repulsion among it, and carboxyl and hydroxyl groups in alginate chains. Figure 8a ,b show the amounts (µg), and the percentages of released drugs, respectively, for M9b and M9g samples. Generally, the release profiles of M9b and M9g microspheres showed a sustained release in two stages. The first release stage was fast and occurred during the initial 6 h of immersion, while the second one was slow and occurred throughout the rest of the incubation period (from 6 h to 144 h). The amounts of released molecules after 6 h of immersion were 104 ± 6.9 and 96 ± 5.7 µg, and the percentages were 26 ± 1.9% and 21 ± 1.6% form M9b, and M9g, respectively. In contrast, the released amounts at the end of incubation time were 180 ± 12.5 µg and 275 ± 17.1 µg, and the percentages were 50 ± 3.5% and 78 ± 4.9% form M9b, and M9g, respectively. According to the cell viability tests, the initial released amounts of both compounds M9b and M9g were considered effective and the potential to diminish the cancer cells under investigation (human breast carcinoma (MCF-7 cell line)). 
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The amounts of encapsulated chemical compounds were approximately equal, the values were; 7.8 µg/mg and 7.0 µg/mg of M9b, and M9g microspheres, respectively. However, a slightly lower encapsulated amount of 9g in alginate microsphere was likely to be attributed to the presence of Cl atom in the chemical structure of compound 9g, which increased the electronegativity and hence the repulsion among it, and carboxyl and hydroxyl groups in alginate chains. Figure 8a ,b show the amounts (µg), and the percentages of released drugs, respectively, for M9b and M9g samples. Generally, the release profiles of M9b and M9g microspheres showed a sustained release in two stages. The first release stage was fast and occurred during the initial 6 h of immersion, while the second one was slow and occurred throughout the rest of the incubation period (from 6 h to 144 h). The amounts of released molecules after 6 h of immersion were 104 ± 6.9 and 96 ± 5.7 µg, and the percentages were 26 ± 1.9% and 21 ± 1.6% form M9b, and M9g, respectively. In contrast, the released amounts at the end of incubation time were 180 ± 12.5 µg and 275 ± 17.1 µg, and the percentages were 50 ± 3.5% and 78 ± 4.9% form M9b, and M9g, respectively. According to the cell viability tests, the initial released amounts of both compounds M9b and M9g were considered effective and the potential to diminish the cancer cells under investigation (human breast carcinoma (MCF-7 cell line)). The mechanism of drug release was investigated by linear fitting of the data with Higuchi model (Figure 8c) . The degree of linearity was determined from regression coefficient (R 2 ), Higuchi constant, k (h −0.5 ) calculated as well. Form the Figure it was noted that there were two release rates of M9b sample. The first one was fast release with k = 10.59 h −0.5 (R 2 = 0.961), which occurred during the first 6 h of immersion, while the second one was slow release and occurred throughout the rest of incubation time with k = 2.27 h −0.5 (R 2 = 0.978). In contrast, M9g was released in one step with k = 6.30 h −0.5 (R 2 = 0.995). Accordingly, the release rate of the chemical compounds depended on the chemical The mechanism of drug release was investigated by linear fitting of the data with Higuchi model (Figure 8c ). The degree of linearity was determined from regression coefficient (R 2 ), Higuchi constant, k (h −0.5 ) calculated as well. Form the figure it was noted that there were two release rates of M9b sample. The first one was fast release with k = 10.59 h −0.5 (R 2 = 0.961), which occurred during the first 6 h of immersion, while the second one was slow release and occurred throughout the rest of incubation time with k = 2.27 h −0.5 (R 2 = 0.978). In contrast, M9g was released in one step with k = 6.30 h −0.5 (R 2 = 0.995). Accordingly, the release rate of the chemical compounds depended on the chemical structure of both compounds. Furthermore, the high value of R 2 for all fittings indicated that the release mechanism was controlled by Fickian diffusion.
Experimental
Chemistry
Experimental Instrumentation
All melting points were determined on an electrothermal apparatus and are uncorrected. IR spectra were recorded (KBr discs) on a Shimadzu FT-IR 8201 PC spectrophotometer. 1 H NMR and 13 C NMR spectra were recorded in (CD 3 ) 2 SO solutions on BRUKER 400 FT-NMR system spectrometer and chemical shifts are expressed in ppm units using TMS as an internal reference. Mass spectra were recorded on a GC-MS QP1000 EX Shimadzu. Elemental analyses were carried out at the Microanalytical Center of Cairo University. 1-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)ethanone (1) [35] . 3-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)-1-phenyl-1H-pyrazole-4-carbaldehyde (2) [11] , methyl hydrazinecarbodithioate (3) [36] and hydrazonoyl halides 5a-i [37] [38] [39] were prepared as previously reported.
Synthesis
Methyl 2-((3-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)-1-phenyl-1H-pyrazol-4-yl)methylene) hydrazine-1-carbodithioate (4)
A mixture of 3-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)-1-phenyl-1H-pyrazole-4-carbaldehyde (2) and methyl hydrazinecarbodithioate (3) (5 mmol) was thoroughly ground with a pestle in an open mortar at room temperature for 3-5 min until the mixture turned into a melt. The initial syrup grinding proceeded for 5-10 min, and the reaction was monitored by TLC. The solid was washed with water and recrystallized from ethanol to give the corresponding methyl hydrazinecarbodithioate derivative 4.
Grey 
General Procedures for Synthesis of 9a-i
Methyl hydrazinecarbodithioate derivative 4 (2.5g, 5 mmol) and the appropriate hydrazonoyl halides 5a-i (5 m mol) with the addition of 2-3 drops of DIPEA, were mixed and ground with a pestle in an open mortar at room temperature for 3-5 min until the mixture turned into a melt. The initial syrup grinding proceeded for 5-10 min, and the reaction was monitored by TLC (Thin Layer Chromatography). The solid was washed with water, then ethanol, and recrystallized from acetic acid to give 9a-i, respectively. (17), 612 (21), 610 (2), 572 (19), 532(6), 491 (11), 430 (12), 270 (21), 272 (43), 180 (18) ((-(3-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)-1-phenyl-1H-pyrazol-4-yl) 
Cell Culture
The procedure was carried out in a sterile area using a laminar air flow cabinet biosafety class II level. The culture was maintained in RPMI 1640 medium with 1% antibiotic-antimycotic mixture (10,000 U/mL potassium penicillin, 10,000 µg/mL streptomycin sulfate and 25 µg/mL amphotericin B), 1% L-glutamine, and supplemented with 10% heat inactivated fetal bovine serum. Culturing and sub culturing were carried out according to Thabrew et al. [40] . Doxorubicin was used as a positive control. A negative control, composed of DMSO, was also used.
Cell Viability Assay
This was done according to Selim et al. [41] , as described by Mosmann [42] . The cells were seeded at concentration of 10 × 10 3 cells per well in case of MCF-7, 20 × 10 3 cells/well in case of A-549 cell lines and 35-45 × 10 3 cells/well in case of BJ-1 using 96-well plates at 37 • C. After 48 h of incubation, the medium was aspirated and 40 µL MTT salt (2.5 mg/mL) were added and further incubated for 4 h. Then, 200 µL 10% sodium dodecyl sulphate (SDS) was added. The absorbance was measured at 595 nm.
Determination of IC 50 Values
IC 50 values were calculated, using a probit analysis, and by utilizing the SPSS computer program (SPSS for windows, statistical analysis software package/version 9/1989 SPSS Inc., Chicago, IL, USA).
3.3.5. Measurement of DNA Fragmentation using DPA Assay DNA fragmentation of the cells was assayed, as described by Cohen and Duke & Burton [43, 44] . Briefly, the cells were lysed with lysis buffer containing 20 mM EDTA, 0.5% (v/v) Triton X-100, and 5 mivi Tris (pH 8.0) for 15 min on ice. The cells were then centrifuged for 20 min, at 27,000× g, to separate intact chromatin (pellet) from DNA fragments (supernatant). The amount of DNA in both the pellet and the supernatant was measured by using a diphenylamine reagent. The optical density is a colorimetric, measured at 600 nm. The percentage of DNA fragmentation was calculated as the ratio of DNA in supernatant and DNA in pellet.
Human CASP7 (Caspase 7) Estimation
The micro ELISA plate provided in this kit pre-coated with CASP7 specific antibody. A biotinylated CASP7 antibody and Avidin-Horseradish Peroxidase (HRP) conjugate was added. The excess components were aspired. The substrate solution was then added. The wells, which contained CASP7, biotinylated detection antibody and Avidin-HRP conjugate will appear blue in color. The color turned yellow following the addition of sulfuric acid solution. The optical density (OD) was measured at a wavelength of 450 nm ± 2 nm [45] .
3.3.7. Measurement of BCl-2 Levels BCL-2 in the samples and standards were estimated according to Barbareschi et al. [46] . A biotin-conjugated antibody was added followed by streptavidin-HRP. The reaction is then terminated by adding acid and absorbance was measured at 450 nm.
Measurement of Bax Levels
Bax protein levels were evaluated according to Onur et al. [47] . Monoclonal antibody, specific to Bax captured on the plate, was added. After incubation, Streptavidin conjugated to Horseradish peroxidase was added. The reaction was then terminated by adding acid and optical density of the color produced measured at 450 nm [47] .
Encapsulation in Na-alginate Microspheres
Microspheres, encapsulated by compounds 9b and 9g, were prepared by w/o emulsion and internal gelation method [48] . For microsphere synthesis, the following method was carried out; 5% (w/v) sodium alginate (from Sigma company, New Delhi, India) solution was prepared by dissolution of the polymer in distilled water. The solutions of both compounds 9b and 9g were prepared by dissolving them separately in DMSO solvent with a concentration of 10 mg/mL. After the complete dissolution of polymers, the compounds 9b and 9g were added to the polymer solution individually with volume ratio 1:4 (the microsphere samples were coded as M9b and M9g). Thereafter, 10% of Span ® 85 and paraffin oil (five times of the total volume) were added to the above solutions and stirred at 1000 rpm at 70 • C for 15 min, and then CaCl 2 of 2 M concentration was added to the mixtures with volume ratio 1:5 and stirred for an additional 15 min at the same stirring speed and temperature. The solutions were suddenly cooled at 4 • C. The obtained microspheres were washed with isopropanol several times, to remove the paraffin oil, centrifuged and dried. For comparison, the microspheres without chemical compounds were prepared following the above protocol (coded as B). The morphology and thermal behavior of microspheres were determined by SEM (HITACHI SU 8000, Tokyo, Japan), and TGA (TGA Q500), respectively. On the other hand, the amounts of encapsulated 9b and 9g in alginate microspheres were determined by dissolving 10 mg of microspheres in 5 mL DMSO and the concentrations of 9b and 9g were determined by UV-VIS spectroscopy.
In Vitro Release Test
The release behavior of the synthetic chemical compounds encapsulated in Na-alginate microspheres (samples M9b and M9g) was investigated by immersing 50 mg of microspheres in 4.5 mL of phosphate buffer saline (PBS) with pH 7.4. The drug release was evaluated at 37 • C up to 6 days. At each predetermined time (1, 3, 6, 12 h, 1, 2, 3, 4 , 5, and 6 d), 1.5 mL of immersed solution was collected and replaced by 1.5 mL fresh one. The collected solutions were kept at −20 • C up until the measurement. The concentrations of released drug were determined by measuring the absorbance by UV/VIS spectroscopy at wavelength 355 nm and plotting it on the standard curve. This wavelength was determined from the maxima in UV/VIS absorption curve using Jasco.
Drug Releasing Mechanism
The drug release mechanism was investigated by fitting the drug release profiles to the Higuchi model. This model was used extensively to define the diffusion controlled processes of released drug from the porous carrier [49] . This model is given by the following equation: Q = k.t 0.5 (1) where, Q is the percentage of drug released at time t, and k is the release rate constant.
Statistical Analysis
All experimental data stated in this work were expressed as the average ± standard deviation (SD) for n = 3 and were analyzed using standard analysis of Student's t-test. The level of significance (p-value) is set at < 0.05.
Conclusions
In this described investigation, a series of 1,3,4-Thiadiazole derivatives bearing 1,2,3-triazole moiety, were introduced as a new class of anti-cancer agents. The scaffolds have the advantage of synthetic protocol approachability.
Briefly, our target compounds were prepared through reaction of methyl 2-((3-(1-(4-bromophenyl)-5-methyl-1H-1,2,3-triazol-4-yl)-1-phenyl-1H-pyrazol-4-yl)methylene)hydrazine-1-carbodithioate (4) with selective derivatives of hydrazonoyl halides via eco-friendly grinding clean method under solvent free conditions. Compounds 9b and 9g have anti-cancer effects on breast cancer with safety effects on normal cells. Compound 9b and 9g induce apoptosis inside the cells by disturbing the balance between pro-apoptotic and anti-apoptotic protein, and increase the percentage DNA fragmentation, which triggers signals to activate Caspase 7. In turn this plays an executionary role in apoptosis. Furthermore, 9b and 9g were chosen to be encapsulated in Na-alginate microspheres, the encapsulation of selected compounds in alginate microspheres controlled their release, so that the release sustained, and the release mechanism was controlled by Fickian diffusion. Accordingly, this work introduced new promising anti-cancer agents for chemotherapy, and solved the defects associated with their water poor solubility, and hence, poor bioavailability, by encapsulating in hydrophilic Na-alginate microspheres to increase the hydrophilicity. This formulation controlled the release of chemical compounds into the solution to a sustained release.
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